10 11 The global incidence of arboviral diseases transmitted by Aedes mosquitoes, including dengue, 12 chikungunya, yellow fever, and Zika, has increased dramatically in recent decades. The release 13 of Aedes aegypti carrying the maternally inherited symbiont Wolbachia as an intervention to 14 control arboviruses is being trialled in several countries. However, these efforts are 15 compromised in many endemic regions due to the co-localization of the secondary vector 16 Aedes albopictus, the Asian tiger mosquito. Ae. albopictus has an expanding global distribution 17 following incursions into a number of new territories. To date, only the wMel and wPip strains 18 of Wolbachia have been reported to be transferred into and characterized in this vector. A 19 Wolbachia strain naturally infecting Drosophila simulans, wAu, was selected for transfer into 20 a Malaysian Ae. albopictus line to create a novel triple-strain infection. The newly generated 21 line showed self-compatibility, moderate fitness cost and complete resistance to Zika and 22 dengue infections. 23 24 Author summary 25 Aedes albopictus, the invasive Asian tiger mosquito, is responsible for numerous outbreaks of 26 important viruses such as dengue and Zika in various regions of the world. The need for 27 alterative control interventions propelled the development of a novel approach that exploits a 28 natural insect symbiont, Wolbachia; when transferred into non-native hosts, these maternally-29 inherited bacteria are able to interfere with the transmission of mosquito-borne viruses, and 30 also provide reproductive advantages to the host, offering a promising tool for self-sustaining 31 field applications. Currently, several field trials are ongoing for the primary vector of dengue 32 and several other arboviruses, Aedes aegypti, providing encouraging results. In this study, Ae.
255 Wolbachia density and tissue distribution 256 Wolbachia density from the whole-bodies of mosquitoes was quantified 5, 10 and 20 days post-257 eclosion (Fig.1A) . Total Wolbachia in JF.wAu was found to be significantly higher than wild-258 type after 10 and 20 days post eclosion, similar to what was previously described in wMel- Ae. albopictus (28, 33) . Nevertheless, when compared to wAu in 260 Ae. aegypti, density is significantly lower, lending further support to previous findings that, 261 when transferred into non-native hosts such as Ae. aegypti, Wolbachia undergo density 262 modulations (17, 34). The density of the native wAlbA and wAlbB infections appeared to be 263 unaffected by wAu co-infection. (Fig.1B) . 
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